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Detailed protocol 
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Detection of proteins in membrane fractions 
This protocol assumes that bacterial lysates were separated in a density gradient, and that membrane fractions were already collected. See Morita et al. 
(2005) and Hayashi et al. (2016) for more details. 
Materials: 


a. 2gels/1 gel & 1 place holder 

b. Ladder marker 

c. Sample Loading buffer: 2X or 4X Reducing (+DTT or B-mercaptoethanol). 
d. Running buffer 

e. Samples 

f. PDVF membrane 


Protocol 
1.Have the membrane fractions ready. If frozen, thaw them completely on ice. 
2.Vortex your tube that contains membrane fractions until you have an homogeneous sample, then: 
a) if using 4X sample loading buffer, mix 3 parts sample to 1 part of buffer (24 uL sample + 8 uL sample loading buffer) or 
b) if using 2X sample loading buffer, mix 1 part of sample to 1 part of buffer (15 uL sample + 15 uL sample loading buffer). 
3. Depending on the proteins of interest (see notes for examples), leave the samples on ice for 30 minutes or boil them for 3-5 min at 95°C and then chill on 
ice. 
4. Load 12-15 uL of the samples on polyacrylamide gel. The concentration of the gel varies based on the size of the proteins to be visualized. 
5. Run the gel at 25 milliampere per gel, approximately for 40 min or as needed. 
6. Transfer the separated proteins in the gel toa PVDF membrane, or visualize proteins by in-gel fluorescence directly. 
7. If performing an immunoblot, follow the usual protocol performing blocking of the membrane, and incubating with the corresponding primary and secondary 
antibodies. 


Notes: 


e Mixture of the membrane fraction sample with sample loading buffer (step #3 of this protocol) can be left on ice or boiled (95°C/3-5 min) depending on 
the protocol followed. For example, to visualize the PM-CW marker MptA, samples are incubated on ice. However, after incubating membrane 
fractions with Bocillin-FL (to label active PBPs, see Garcia-Heredia et al. (2021)), samples are boiled for 3 min per labeling protocol. 

e In-gel fluorescence imaging takes place when visualizing compatible fluorescent fusion proteins directly on the gel ina compatible imager. 

e This protocol was requested from Garcia-Heredia et al. (2021). 
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